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L3 ANSWER 1 OF 5 CAPLUS COPYRIGHT 2003 ACS on STN 

AB N-Terminal truncation of the hexapeptide ketoacid Meco-Asp-Gl u- 

NHCH(CHPh2)co-Glu-NHCHCcH2c-c6Hll)coNHCH(CH2CHF2)co2H (all-L stereochem.) 
(c-C6Hll= cyclohexyl) gave rise to potent tripeptide inhibitors of the 
hepatitis c virus NS3 protease/NS4A cofactor complex. Optimization of 
these tripeptides led to ketoacid BOC-NHCH(c-C5H9)CO-Leu- 
NHCH(CH2CHF2)COC02H (all-L stereochem.) (BOC = tert-butoxycarbonyl , C-C5H9 
= cyclopentyl) with an IC50 of 0.38 .mu.M. The SAR of these tripeptides is 
discussed in the light of the recently published crystal structures of a 
ternary tri peptide/NS3/NS4A complexes. 

L3 ANSWER 2 OF 5 CAPLUS COPYRIGHT 2003 ACS on STN 

AB The difl uoromethyl group was designed by computational chem. methods as a 
mimetic of the canonical Pi cysteine thiol for inhibitors of the hepatitis 
c virus NS3 protease. This modification led to the development of 
competitive, non-covalent inhibitor AcAspGl u-NHCH(CHPH2)CO-Gl u- 
nhch(ch2c6h11)conhch(ch2chf2)r (i, R = cho) Ki 30 nM and reversible 
covalent inhibitors (I, R = C02H) Ki 0.5 nM; and (I, R = COC02H) Ki* 10 

pM . 

L3 ANSWER 3 OF 5 CAPLUS COPYRIGHT 2003 ACS on STN 

AB a serine protease domain contained within the viral NS3 protein is a key 
player in the maturational processing of the hepatitis c virus polyprotein 
and a prime target for the development of antiviral drugs. In the present 
work, we describe a dansylated hexapeptide inhibitor of this enzyme- 
Active site occupancy by this compd. could be monitored following 
fluorescence resonance energy transfer between the dansyl fluorophore and 
protein tryptophan residues and could be used to (1) unambiguously assess 
active site binding of NS3 protease inhibitors, (2) directly det. equil. 
and pre-steady-state parameters of enzyme-inhibitor complex formation, and 
(3) dissect, using site-directed mutagenesis, the contribution of single 
residues of NS3 to inhibitor binding in direct binding assays. The assay 
was also used to characterize the inhibition of the NS3 protease by its 
cleavage products, we show that enzyme-product inhibitor complex 
formation depends on the presence of an NS4A cofactor peptide. Equil. and 
pre-steady-state data support an ordered mechanism of ternary 
(enzyme-inhibitor-cof actor) complex formation, requiring cofactor 
complexation prior to inhibitor binding. 

L3 ANSWER 4 OF 5 CAPLUS COPYRIGHT 2003 ACS on STN 

AB The replication of the hepatitis C virus (HCV) , an important human 

pathogen, crucially depends on the proteolytic maturation of a large viral 
polyprotein precursor. The viral nonstructural protein 3 (NS3) harbors a 
serine protease domain that plays a pivotal role in this process, being 
responsible for four out of the five cleavage events that occur in the 
nonstructural region of the HCV polyprotein. We here show that 
hexapeptide, tetrapeptide , and tripeptide .alpha. -ketoacids are potent, 
slow binding inhibitors of this enzyme. Their mechanism of inhibition 
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involves the rapid formatic^kf a noncovalent collision complex in a 
diffusion-limited, electros^Kically driven assocn. reaction^jkl lowed by a 
slow isomerization step resulting in a very tight complex, ^^dependence 
expts. point to the protonated catalytic His 57 as an important 
determinant for formation of the collision complex. Ki values of the 
collision complexes vary between 3 nM and 18.5 .mu.M and largely depend on 
contacts made by the peptide moiety of the inhibitors. Site-directed 
mutagenesis indicates that Lys 136 selectively participates in 
stabilization of the tight complex but not of the collision complex. A 
significant solvent isotope effect on the isomerization rate const, is 
suggestive of a chem. step being rate limiting for tight complex 
formation. The potency of these compds. is dominated by their slow 
dissocn. rate consts., leading to complex half-lives of 11-48 h and 
overall Ki values between 10 pM and 67 nM. The rate consts. describing 
the formation and the dissocn. of the tight complex are relatively 
independent of the peptide moiety and appear to predominantly reflect the 
intrinsic chem. reactivity of the ketoacid function. 

L3 ANSWER 5 OF 5 CAPLUS COPYRIGHT 2003 ACS on STN 

AB Fluorinated oligopeptides Y-B-A-X or Y-B-A'-X* [A is an amino acid residue 
nhch(ch2chf2) (CH2)mco and A' is NHCHRl(CH2)mco (m = 0, 1; Rl is a 
fluorine-substituted hydrocarbyl side chain); B is a naturally or 
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